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(57) Pe4>epaT 



H306perreHHe ctthochtcs k 6hotcxhoaothh h, b nacTHoerH, k remo- 
HHxeHepHbiM cnoco6aM nOAyqeHHH pexoMSHHaHTHtix 6cakob b KAencax 

UeAtJO H3o6pereHHH smAHercs co3AaHHe nrraMMa ApoaaKeii Saccharomyces 
cerevisiae, oiocoGhoto k 3^>eKTHBH0My CHHTC3y h cexpemra nOAimeirrHAa 
c axTHBHOCTbio HHTep achkhh a-2 neAoseica, a Taiaice o6eoiCTeHHe 

BO3M0XH0CrH 3$$eKTHBH0 peryAHpOBaTb TaKOH CHHTC3 3a d&T H3M6HeHH5I 

ycAOBHH KyAKraBHpOBaHHa uixaMMa, hto HeoGxoAHMO aas cra6nAbHoro 
noAAepxaHHa nrraMMa h bo3M0:skhocth ero KpyimoMaoirraSHoro BbipamnBaHHS. 

OnHcaH cnoco6 noAy^eHHa Apoxxesbix niraMMOB-npOAyneHTOB, 
ceKperapyiomHX noAHneirraA c axTHBHOCTbio HHTepAeHKHHa-2 ^eAOBexa, 
KCMcrpyKima h cnocoS KOHcrpynpoBaroiH peKOM6HHaHTHOH nAa3MHABi, 
oGeoieHHBaiomeH chhtc3 h ceicpemno HHTepAeHXHHa-2. TToBtnneHHe 
cra&iAbHOCTH h npOAyKTHBHOcra 3THX nrraMMOB no cpaBHemno c H3BecimiMH 
panee AOcrHraCTca HCnoAb30BaHneM b KOHcrpyKHHH nAa3MHAt>i rH 6pHAHoro 
ApoacxeBoro npoMoropa. Kactkh nrraMMOB ApoaQKen, Hecymnx Taxne 
iiAasMHAM, ceKpernpyiOT b xyAbTypaABHyro cpeAy oeAOK c airrHBHOcnwo 
HirrepAeHKHHa-2 HeAOBesa b KOAHqecree nopaA#a hcckoabkhx MHAAHrpaMMOB 
Ha AHTp ApoaoKesoH KyAbiypbi. YAeAbHaH 6h OAonw ecKan aKTHBHOCTfa OToro 
5eAxa npaxnwecKH paima yAeABHofi aKTHBHOCTH npHpOAHoro mrrepAeHKHHa-2. 



HCKJDOHHTEJIbHO flJIfl IJEJIEft HHOOPMAipffl 
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CnOCOB nOAy*iEHH5I nOAHnEITTHAA C AKTHBHOCTBIO 
HHTEPAEHKHHA-2 MEAOBEKA, CEKPETHPyEMOrO 

KAETKAMH AP03GKEH Saccharomyces cerevisiae. 

V 

5 O^AacTb TexHOAorHH 

H3o6peTeHHe othochtcsi k 6HorexHOAorHH h, b ^acTHOcnv K.rcHHOH 
HHaceHepHH h irpeACTaBAaer co6oh cnoco6 noAVHeHHH noAjinerrrHAa c 
axTOBHOCTbK) mrrepAeHKHHa-2 HeAOBeiea, ceKperHpyeMoro KAencaMH 
10 ApoacKeH, cnoco6 KOHcrpyHpoBaHHsi peKOMSHHainnoH nAaSMHAbi, 
o6ecnet™aiomeH CHHTes h cexpeuHio HHTepAeHKima-2, h iirraMM ApcoKKen 
Saccharomyces cerevisiae - ceKperopHbifi npoAyueHT HeAOBeqeacoro 

HHTepAeHKHHa-2. 

15 npeAinecroyjoiiiHH ypoBenb TexHOAonm 

HHTepAeHKHH-2 othochtcsi k rpyime Scakob, HasbtBaeMbix . 

AHM(J)OKHHaMH. 3TH OCAKH HTpaiOT KAKWeBVK) DOAb B peryAflUHH HMMyHHOH 

CHcreMbi opraHH3Ma h paccMaTpHBaiOTCsi b KaMeCTBe HpesBbraaimo 
20 nepcneKTHBHbrx AeKapcTBeHHbrx cpeACTB aah AeqeHHS HeKoropbix $opM 

HMMVHQAeCpHllHTa, a TaKJKe B OHKOAOrHH. 

HaHOOAee nepcneKTHBHbiM nyreM noAyneHHS npenapaTOB OHHuieHHoro 
HHTepAeHXHHa-2 AAA ero HcnoAbsoBaHH* b KaHecTBe TepaneBnwecKoro 
cpeACTBa b Hacroamee BpeM* sroAHercs cosAaHHe reHHC^HH^eHepHbiM nyreM 

25 urraMMOB MHxpoopraHHSMOB - npoAyueHTOB HHTep a eifKHHa-2 neAOBeKa. 

H3BecreH paA C03AaHHbix reHHO-HjaceHepHbiM nyreM urraMMOB 6aKrepHH 
h ApoaoKen - npoAyueHTOB HHTepAeHKHHa-2 neAOBeica (t^6a. i). OAHaxo, 
Bee iiiTaMMbi-npoAyueHTbi, nepeHHCAeHHbie b Ta6A.l, 06AaAaraT paAOM 
cyiuecTBeHHbix HeAocraTKOB. Bo-nepBbrx, npn ripoAyKUHH •HHTepAeHKHHa-2 b 

30 KACTKax 6aKTepHH Exoli BOSHHKaer npoGAeMa ero nocAeAyJomeH ohhctkh 
ot CAeAOBbrx KOAJwecTB npHMeceA 6aKTepHaAbHbrx 3haotokchhob. Bo- 

BTOpbDC, BHyTpHKAeTOHHblH CHHTC3 HHTep A eHKHHa-2 KSK B KACTKaX E.COli, 
TaK H B KACTKaX ApOSOKeH, ITpHBOAHT K 06pa30BaHHK) HepacTBOpHMoro 

arpenrpoBaHHOro 6eAKa, y KOToporo BOCCTanoBAeHbi AHcyAb$HAHbte cbhsh, 
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npHcyTCTByroiHHe b HaniBHOM wrrepAeHKHHe-2. 

TaoAHua 1. 

5 H3BECTHHE IIITAMMLI-MPiKPOOPrAHH3MOB, 

nPOA^HHPyiOIIlHE HHTEPAEHKHH-2 HEAOBEKA 
(npHBeAeHbi yposHH 6HOCHHTe3a b eAHHHixax, HcnoAb30BaHHbix aBTopaMK, b 
CKo6xax - npH6AH3irreAbHbiH nepecner b mt/a KVABTypbi ) 



10 Ha3BaHMe 0pram«M-xo3flMH w YposeHb CHHTe3a Mctouhhk 

DiTaMMa Tun npoMOTOpa MHTepAefiKMHa-2. ashhux 



C-4/pTF4 


E. coli 


0,4-1 Mr/r k ast ok 


[1] 






(10 mt/a) 




15 MM294/pLW21 


E. coli 


0,1 MAH eA/MA KAeTOMH. 


[2] 




npoMOTOp trp 


3 kct patera (1-10 mt/a) 




TGYlspl/pTG853 


S. cerevi si ae 


7 eA/MA KAeTOMH. 


[3] 




npoMOTop PGK 


SKCTpaKTa ( < 1 MKr/A) 




AH22/pYIL2-21 


S. cerevi si ae 


1-10 TWC. eA/MA KAeTOMH. 


w 


20 


npoMOTop PH05 


aKCTpaKTa (0,01-0,1 Mr/A) 


GRF18-pODB(MSIL) 


S. cerevi si ae 


30 Mr /a 


[5] 




npoMOTop PH05 







[1] Kitano K., Fujimoto S., EBponeHCCKHH naTeirr A2 0 194 818 (1986). 
25 [2] Mark D.F. ea, naTeirr CIIIA US 4,518,584 (1985). 

[3] Lemoine Y. ea, MexAyHapOAHbm naTeirr WO 85/03723 (1985). 
[4] Taniguchi T. ea, EBponeHCKHH naTeirr EP Al 0 091 539 (1984). 
[5] Mhchhkob AH. h Ap. noAOsarnpeiiieHHe no aBT. 3asBKe 
N 4392922/13 (1988). 

30 

EH0CHHre3 HHTepAeHKHHa-2 b AeHaTypHpoBaHHOH $opMe, o6ycAaBAHBaer 
to, *rro AAA ero coAio6HAH3auHH hcoGxoahmo npHMeHeHne cHAbHbix 
AeHaTypaHTOB Tuna A0AeiiHAcyAi4>aTa HarpHsi hah ryaHHAHH rHApoxAopHAa, 
a 3TO, b cbojo o^epeAb, 3aTpyAHaer nocAeAyiomyio oMHcncy HHTepAeHKHHa-2. 
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KpoMe Toro, SHOAonweocas axrHEHOcrb BOCcraHOBA^oro 
KrrepAeHKHHa-2 ssawe^o wc.ce, new y toto ace 6eA*a, HMeromero 
• npasHABHO arayiw ^AtflHW** cbhsh. nepcneKraaHbiM oiocoOom 
ycrpaHeHHH nepc*HCA«HUt HeAOcrancoB HBAserca co^anae urraMMOB- 
i npoAyueHTOB HHTepAefiKHHa-2, y icoropbix 6 H oc»rre3 aroro 6eAKa conpaxen 
c ero ceKpeuHefl b KyAKiypaAtHyro cpeAy. Ilpa stom 6ui* coAepacanme 
^eyAb$HA»»,e CB5.3H, o6pa 3 y>oTca, xax npaBHAO, B HaxaBHOH <popMe K, 

CAeAOBaxeAbHO, B P aC7BO P HMOM « (WOAOnWeCKH aKTHBHOM COCTOfflHH. 

Kpowe toto, np H OHHcnce 6e A ica oroaAaer Heo&coAHMOcri, b paapywemw 
10 kactok, a caMa owcnca cymecrBenHO ynpomaerca, nocKOAwy KOAwecreo 
npHMecHBK 6eAXOB b icyAKiypaAbHOH cpeAe ^awreAtHo MeHbiae, mcm 
BHyrpH kactok. H 3B ecTObi urraMMBi Apoacacefi Saccharomyces cerevisiae - 
cexperopHbie npoAyuemw mirepAeHKHHa-2 MeAOBexa [Osbima T. ea, 
EBponefiCKHH naxetfr EP 0 171 000 A2 (1986); Ban R, ea, WO 
15 85/022001. OAHaso, nAaaMKAW pYIL341n P»H>2> onHcafia»ie b sthx 
nareirrax, hmoot cymecreeHHbm HeAOcraxoK,- a hmchho, aKcnpeccn* rena 
HtfrepAeiiKHHa.2 noA xoinpoAeM sthx iiabsmha He peryAHpyerca b 

3aBHCHM0CTH OT yCAOBHH KyAbTHBHpOBaHHS. CACACTBHeM 3TOTO, a TBKXe 

TOKonaocn. AA5. ado**** HHTepAeHKHHa-2, sKcrrpecCHpyeMoro b noAOOHbDt 
20 CHcreMax, smAaerc* HecraoHAbHOOi, urraMME-npOAyueHra. KpoMe toto, Aah 
ceAexuHH ipaHc^opMHpoBaHHtix kactok h pehAHKaiwH nAaaMHAW pYII-241 
HdiQAfesyerca ren TRP1, coAepacaumft co6crBeHHbiH ARS -^acroK AHK, 
06ecneHHBaK)fflHH penAHxaumo nAasMHAbi b KAemax Apoaaceii). Haaecroo, mto 
A po^ceB U e nAaaMHAB. AaHHoro im HMeKrr cpaBmrreAbHO HHsxyo 
25 CTa6nAbHOcn> h noAAepaomaKTrca b KAencax Apoacace* b hcbhcokom MHCAe 
Komm. ABTopaMH mrmpoBaHHbK aaaBOK He npnBOA*rca KOAmeciBeHHbie 
AanHbie owoorreAWO ypoBHH npoAyKHHH mrrepAefiKHHa-? h craoHAtnocro 
urraMMOB. OAHaxo, Ha AaHHbix aAeKipofpoperaMecKoro anaAroa 
KyAbiypaAbHofi cpeAM uiraMMa JA221/pYIK241, HMeKHiwxfa b pa6ore [Osh.ma 
T. ea, EBpone&CKHH nareirr EP 0 171 000 A2 (1986)1 bhaho, <rro 
coAepxame mrrepAefiKHHa-2 neBeAHKO h cocraBAaer BeAHmwy nopaAKa 
necKOAbKHX npouem-OB or Bcex ceKperopHbix BeAKOB AaHHoro iirraMMa. 



30 
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PacKpferrae H3o6peTeHHH 

B ocHOBy HacToamero H3o6pereHHH noA03KeHa 3aAana C03AaHna urraMMa 
ApoaoKeH Saccharomyces cerevisiae, cnocoSnoro k stJxpeKTHBHOMy cnH7e3y 
5 h cexpeujm noAHnerrrHAa c aKTHBHocrbio HHTepAeHKHHa-2 MeAOBeKa, a 
TaiQKe oSecneneHHSJ bcgmcokhocth 3<|>3>eKTHBHO peryAHpoBaTb tskoh cHirre3 
3a cner H3MeHeHHsi vcaobhh KyAbnmHpoBaHHH urraMMa, hto hcooxoahmo aah 
CTaSnAbHoro noAAepacaHHH urraMMa h bcomcokhocth ero KpyrmoMaoirraSHoro 
BbrpamHBaHHH. 

10 

PeineHHe TexHOAonrnecKOH 3aAann. 

IIocTaBAeHHaH 3aAana peniaeTca 3a ctct y coBepuieH CTBOBaHnsi 
KOHcrpyKUHH peKOM6HHaHTHOH riAa3MHAbi, o6ecneHHBaK>mefi 6hochhtc3 

15 noAHneirrHAa h cexpeuHK) noAHneirrHAa c axTHBHOcrbK) HHTepAeHKHHa-2 
KAencaMH AposcKen, a hmchho, HcnoAb30BaHneM rn6pHAHOH KOHCTpyKimH 
ApojKjKeBoro npoMOTOpa. B stoh kohctpykuhh HcnoAB3yioTcsi peryAsrropHbiH 
yqacroK ApoacaceBoro npOMcrropa, aicrHBHocrfa KOTOporo 3HaHKreAbHo 
Bapbapyer b saBHCHMOcni or vcaobhh KyAbTHBHpoBaHHH (HanpHMep 

20 npoMOTopa PH05), h yqacrKH npoMoropa, onpeAeAsnomHe To^xy crapra 
TpaHCKpummH, a Taic*ce nacn> KOAKpyiomeH oGAacrH (ooAacrH 
nperrponerrrHAa) reHa MFod. A.on o ahht e abhbim cymecrBeHHbiM ycAOBHeM 
peuieHHH nocraBAeHHOH 3aAaHH HBAseTCH BKAioueHHe b cocraB 
peK om 6hh aHTH oh riAa3MHAbi 3AeMMeHTOB, ooecne*iHBaioniHx ee HaxoriAeHHe b 

25 KAencax ApoasKeH b bhcokom hhcac Korom h noBbmiaJonmx cTa6nAbHocrb 
noAAepxaHHH npH Ky abthb HpOB aHHH, - penAHKaTopa AByMHxpoHHOH AHK h 
Ae^exTHoro reHa LEU2 H3 H3BecraoH riAa3MHAfc>i pJDB207 [Beggs JD.: Gene 
cloning in yeast In "Genetic engineering", Williamson R. ed, vol. 
2, Academic press, London (1981)]. IIoAXOAsnuHMH aah TpaHC$opMaimH 

30 noAOOHHMH nAa3MHAaMH urraMMaMH ApoaoKen stbasdotch urraMMti Saccharomyces 
cerevisiae, HecymHe HepeBepTHpyroinyK) MyTaiiHK) b reHe LEU2. 
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Kpancoe onHcaHHe pucyHKOB. 

B AaAbHeimieM H3o6pereHHe noacHserca hoapoGhbim oracaKHeM npuMepoB 
ero ocymeciBAeHHH co ccbiAxaMH he npHAaraeMbie dhcyhkh: 

5 

0>Hr. L HAAKxrrpHpyeT crrpoeHHe peKOMDHHajrraoH nAasMHAbi 
pJDB(ALPHOIL), ooecnewaiomeH 6hochhtc3 h ceKpeumo 
HHTepAeHKHHa-2 KAeTKaMH ApoacKeH. 

0>Hr. 2. HAAJOcrpHpyer cnoco6 KOHcrpyHpoBaHHa nAa3MHAM 
10 • pAC137, HecymeH raGpHAHbm PHOSMF«l npoMcrrop. 

Our. 3. HAAKxrrpHpyeT cnocoS KOHcrpyHpoBaHHa nAasMHAfci 
pJDB(ALPHOIL). 

15 

npeAnotmrreAbHbiH Bapnairr ocyweciBAeHHa rooopereHHa 

HAasMHAa pXDB(ALPHOIL), TpaHc^opMamia KoropoH nosBOAaer noAymm> 
Apo^ceBOH iirraMM c nepeHHCAeHHbiMH CBOiicreaMH, coctoht hb CAeAyiomnx 
20 3AeMeHT0B: 

- ^pameHT nAasMHAHOH AHK SmpyHKUHOHaAbHoro garrepHaAKHO- 
A po*oKeBoro Bexropa pJDB207, orpamcHenHbiH pecrpHKUHOHHbiMH cairraMH 
HindHI h Sail, pasMepoM 6,3 tji.o, BKAionaioiaHH 6aKTe P HaAi>Hbm reH 

yCTOHMHBOCTH K aMHHUHAAHHy, SaKTepHaABHyK) o6AaCTfc» HHH^aUHH 

25 peiiAKKauHH, Apo.oceBOH reH LEU2, a rztxe ^amenr ApoweBOH 
AByMHKpoHHOH nAasMHAW, oSecnenm^iUHH periAHKanHK) nAaSMHAW b KAencax 

ApOSfOKeHj 

- 4>parMeHT noAHAHHKepa nAaaMHAbi pUC19, crpaawOThW 
pe crpHKHH ohhbimh cairraMH Sail h BamHI, pasMepoM 20 n.o.; 

30 - BaroHI-Sau3A cppamenr npoMoropa rena PH05 ApoxsceH, paawepoM 
035 tjlo, coAepxaiiiHH yqacroK, oTBeTtrrBeHHbiH 3a . peryAsniHk) 
axTHBHOcrH npoMOTopa HeopraHHMecKHM qxx^aTOM; 

- Eco47I-Hindm $paraeHT reHa MF«1 ApooceH, coAepxauiHH 
qacn> npoMoropa h npenpooSAacn, KOAHpyiowero yMacnca 3roro reHa, 
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pa3MepoM 0,45 tji.o.; 

- CfrBI-Sall $parMeHT nAa3MHAbi pAA 12.13-23 [Abot AJi. h Ap. 
AFropcKoe CBHAereAbCTBO CCCP no sasmne. N 4140988/3113, (1987)1 
coAepxaiiwH KOAHpyiomyKD nacrb reHa HHTep a eHKHH a -2 qeAOBeica, pasMepOM 

5 0,56 tji.0.; 

- Smal-Hindm cpparMeHT nAasMHAbi pMS46 [OcrraHHH KJB. h Ap., 
BHonoAHMepbi h KAenca t.4, N 4, crp. 224-231 (1988)1 coAepacamHH 
TepMHHaTop TpaHCKpHrmHH reHa PHOS Apo^oKeft pa3MepOM 0,4 tjlo. 

OGmnH pa3Mep iiAa3MHAbi 8,1 tji.o. (MOAeKyAsrpHasi Macca 53 Ma), 
10 crpoeHHe nAa3MHAbi npOHAAiocrpHpoBaHO Ha cpHr. 1. 

A Aq AOCTJDKeHHSI I^eAH HCnOAb3VIOT OIOCOO KOHCTpyHpOBaHHSI 

HAa3MHAfci pJDB(ALPHOIL), 3aKAKmK)inHHCsi b tom, hto EcoRI-EcoRI 
$parMenT AHK riAa3MHAbi p69A JKurjan J., Herskowitz I., Cell 30, pp. 
933-943 (1983)1 coAepjKainHH reH MF«1, (pa3Mep (pparaeHTa 1,6 
15 tji.0.) KAOHHpyioT b EcoRI cairre nAa3MHAbi pUC19. H3 noAyqeHHOH TaKHM 
o6pa30M nAa3MHAbi pUC(MF)-2 BHAeAsnor 1,1 tji.o. ^pameHT AHK, 
orpaHHHeHHbiH pecrpHKHHOHHbiMH caHTaMH Sail h Hindin h cOAepacamHH 
npoMOTOp h HanaAO KOAHpyiomeH oGaecth reHa MF«1, h AHTHpyiOT ero 

C rHAp0AH3OBaHHbIM Sail H Hindlll HeAHOHHbIM 6aKTepHaAbHO-Ap03iOKeBbIM 

20 BeKTopoM pJDB207 [Beggs JX)j Gene cloning in yeast. In "Genetic 
engineering", Williamson R. ed, vol. 2, Academic press, Londdon 
(1981)] , noAyqasi b pe3VAKraTe nAa3MHAy pAC313. AaAee nAa3MHAy 
pUC(MF)-2 rHApoAH3yK)T pecrpHKra30H Eco47I, o6pa6a-n>iBaioT "KAeHOBCKHM" 
$pameHTOM AHK-noAHMepa3bi I, raAp0AH3yi0T Hindin, h onrauaiOT ^parMeirr 

25 AHK pa3MepoM 0,51 tji.o. 3tot $parMeHT AHrapyiOT c BeicropHOH Hacrbio 
riAa3MHAbi pAC313, rHApoAH30BaHHOH pecTpnKTa3aMH Smal h Hind III, 
noAVMaafl nA33MHAy pAC313-L 3aTeM nAa3MHAy pAC313-l rHAp o AH3VK3T 
pecTpHierasoH BamHI h AHTHpyioT c 035 tji.o. BamHI-Sau3A $parMeHTOM 
AHK riAasMHAbi pVY18 [OcraHHH KJ3. h Ap., EnonoAHMepbi h KAerxa t.4, N 

30 4, crp. 224-231 (1988)1 necyinHM peryAsrropHbra ynacTOK npoMoropa 

ApoaoKeBoro reHa PH05. TaKHM o6pa30M KOHCTpyHpyercsi riAa3MHAa pAC137, 
b KOTopoH coAepjKHTCH HanaAO KOAHpyK)iiieH o6AacTH reHa MF«1 
(cooTBeTByiomee npeiipo-oOAacTH 6eAKOBoro npoAyicra 3Toro reHa) noA 
KOHTpoAeM THSpHAHoro" npoMoropa, aKTHBHOCTb Koroporo peryAHpyerca b 
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3aBHCHM0CTH or coAepscaHH* HeopraHHHeocoro (Doc^aTa b KyAbTypaAtHOH 
cpeAC 

Fen »rrepAeiiKHHa-2 BbiAe/^or b cocraee Cfrl3I-Cfrl3I cppameHra 
AHK iiAa3MH^i pAA12.13-23 . 3tot ^parMenr o6pa6aTbmaiOT Vachobckhm' 1 
5 $pameim,M AHK-noAHMepasu I h AHTHpyiOT c niApoAH30BaHHOH 
pecrpHxrasoH HindHI h o6pa6oraHHOH "kachobckhm" (pparaeHTOM AJKK- 
noAHMepat&i I nAasMHAOH pAC137 (noAyna* iiAaaMHAy s pACEL). AaAee, c 

UeAbK) CAHSIHHS nOAyHCHHOH KOHCTpyKUHH C Apb^BblM TepMHHaTOpOM 

TpancKpHimHH H3 uabshiw* pACIL BbiACAsnor 1 tji.o. Sall-Xbal QporMO* 
10 AHK. 3tot ^pameirr oAHOBpeMeHHO AHrnpyiOT c 6,0 tjlo. Xbal-HindHI 

OpameHTOM AHK nAaaauu pMSIL [Mschhkob AH. k Ap. noAraorr^eineHHe 
no ebt. 3asiBKe N4392922/13 (1988)] h BeicropHOH \ xamx> tiAasMHAW 
pjpB207. noAyqeHHasi BbmieormcaHHtiM oGpasoM : OKOHnaTeAbHasi reHHO- 
HHSceHepnaa KOHcrpyKHns (iiAaaMHAa pJDB(ALFHOIL)X necer CAHTbie b 
15 oahoh paivoce cmrrbtBaHHH KOAHpyroimie yqacTKH reHOB MF«1 (nacTb 

reHa, coorBercreyioiiias npenpooOAacrH 6eAxa npwiieciBeHHHKa aAbfca- 
Oaicropa) h rena HHTepAeiiKHHa-2 (nacr* rena, coorBercrByiQH^ speAOMy 
noAHnenTHAy mrrepAeHKHHa-2). SfccnpecCH* cahtoto 6eAxa HaxoAHTca noA 
KOKipoAeM "ruSpHAHoro" PH05-MF«1 npoMOropa, s xoropoM 
20 peryAsrropHbiH ynacrox rena PH05 oSecneweaer B03Mo*HOcn> erO 
penpecam neopranHMecKHM (Jxx^aTOM, a 3'-kohucboh y^acroK ripoMOTopa 
reHa MF«1 onpeAeAseT Tomcy HHHUHauHH TpaHocpHnuHH h KOAHpyer 
npHpoAHyio crpyxrypy AHAepnoH o&acni mPHK. 3m^^ TepMHHaiws 
TpaHCKpmmHH c^cnetmBaercs sa ctct n^cyrcrara b iiAasMHAe 
25 TpaHCKpHimHOHHoro TepMHHaxopa tea PHOS. OcrioBHbie *ranu 

KOHcrpyHpoBaHHH nAasMHAbi pJDB(ALPHOIL) npoHAAK^HpoBaH^i na <J>ht. 2 
h 3. CymecTBCHHOH ocooeHHOcrwo CTpoeHris nAasMHAW pJDB(ALPHOIL) 
HBAHercfl to, hto cAHsiHHe KOAHpyiomHx o6AacreH reHOB MFal n reHa 
HHTepAeHKHHa-2 nposeAeHO b nme nporeoAHTHHecKoro npoudfeHHra 
30 6eAKa-npeAUjecrBeHHHKa aAb$a ^arropa. IIocKOAbKy npooeccHHr cahtmx 
TaKHM oopasoM 6eAKOB oGbWHO npoxoAHT aHaAohwHO npbueccHHry 
npnpoAHOro 6eAKa-npeAinecrBeHHHKa aAb^a (paKTopa, . ceKperHpyeMMH b 
xyAbTypaABHyio cpe A y noAHnenTHA HMeer crpyKrypy npHpoAHoro 6eAKa. 
Aah AOcnwceHHa ueAH HcnoAK3yiOT urraMM ApcfiioceH Saccharomyces 
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cerevisiae GRF18-pJDB(ALPHOIL), noAyqeHHbiH TpaHc^opMaimeii urraMMa 
GRF18 riAa3MHA,0H pJDB(ALPHOIL). Bbioop nrraMMa GRF18 b KaqecrBe 
urraMMa-pemmHeHTa oSycAOBAeH TeM, to> stot iirraMM Hecer 
HepeBepTHpyjoiuyio MyTaixmo b reHe LEU2, hto no3BOAHeT OT6npaTb 

5 TpaHCOOpMHpOBaHHbie IIAa3MHA0H KACTKH H CTaGliAbHO nOAAepXHBaTb IHTaMM 

GRF18-pJDB(ALPHOIL) Ha ceAeKTHBHbK cpeAax, He cOAepxcamnx AeHUHHa. 

CoAepxaHHe iorrepAeHKHHa-2 b KyAfeTypaABHOH cpeAe urraMMa GRF18- 
pJDB(ALPHOIL) cocraBAaer npHMepHO 1 mt/a. 

10 OnHcaBue axcnepHMeirra. 

IIpHMep 1. 

Kactkh SaKTepim Exoli, coAepacamHe nAa3MHAy p69A, BupamHBaiOT b 
TeneHHe hohh b 500 ma rarraTeAbHOH cpeABi LB (1 npon. neirroHa, 0,5 

15 upon,. ApoaoKeBoro 3Kcrpaicra, 1 npou. XAOpHcroro HaTpHsi), b xoropyio 
AoGaBAeH aMUHUHAAHH b KOHneHTpaimH 50 mt/a. Kactkh cooHparor 
ueHTpH<£yrHpoBaHHeM (5000 o6/mhh, 10 mhh, 4 rpaA,), pecycneHAHpyior b 
10 ma 6y$epa aah ahshcs (25 mM tphchthapoxaophahbih 6y<J>ep pH 8,0, 
C0Aep2KamHH 10mM 3ATA h 50mM rAiOKOsy), AoSaBAsrr 20 mt AH30UHMa h 

20 nHKy6HpyiOT 10 mhh npn 4 rpaA- AaAee AOOaBASoor 10 ma 0,2M mApooKHCH 
HaTpHsi, coAepxcamei* 1 npou. AOAeuHAcyAB$aTa HaTpnsL IIocAe 
ocTOpoxHoro nepeMeiHHBaHHa b TeneHHe npHMepHO 1 mhh, pacraop 
HeHTpaAH3yKrr 10 ma 3M aueraTa HaTpHH, ppH 53- AaAee npenapaT 
BbiAepaoroaioT npn 4 rpaA- b TeneHHe 1 naca h neHTpH$>yrHpyiOT npn 20000 

25 o6/mhh (ueHTpH^yra J2-21, "Beckmann", 4 rpaA.). K cynepHaTainy 

Ao6aBA5noT 0,6 ofeeMa H3onponHAOBoro cimpTa h otacashot ocaAOK 
HH3KOCKopocTHbiM ueHTpH^yrapOBaHHeM (5000 o6/mhh) npH 4 rpaA. OcaAOK 
BbicyiiiHBaiOT b BaxyyMe, pacTBOpHKrr b 3,5 ma boabx, npH6aBAsnoT 3,5 r 
XAOpHcroro ue3Ha h 100 mka paciBopa GpoMHcroro 3THAHH (IOmt/ma) h 

30 HeHTpH$yrHpyK>T npn 50000 o6/mhh b TeneHHe 12-16 nac Ha ueHTpH^yre 
L5-50 ("Beckmann") b porope VTi80. IIocAe ueHrpH cpyrap ob eihhsj OT6HpaiOT 
noAocy nAa3MHAH0H AHK (hk>khk>k) H3 AByx $AKx>pecuHpyroiiiHx noAOC b 
ueHTpe npo6HpKH), ABaxAfai 3KCTparHpyioT GpOMHcrbiH sthahh paBHbiM 
oGteMOM H3oaMHAOBoro cnHpra, pa3fjaBAsnor pacroop XAOpHcroro ue3HS3 
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boaoh b 2 pasa h oca^aior AHK AByM* ofceMaMK stoaobofo ompra. 
OcaAOK, oTACACHHbM uempH^poBaHHeM (10000 06/MHH, 5 MUH) 
npoMbmaKrr 70 npoue^iM 3TaH0AOM, BbicyuiHBaKrr b BaxyyMe h pacTBopsnor 
B BO A e (500 mka). KoHueHTpaumo riAasMKAHOH AHK onpeAeAsnor no 
oirnwecKoii nAoroocra pacreopa npn 260 hm (orrraHecKas nAormocn, 1 
coOTBOTcreyer KOHHempaimH 50 mkt/ma), wntny npenapaxa 
KompoAHpyioT 3AeiopoOope30M b araposHOM reAe (0 j npou. arapoawB 
6y$epe TBE - 0,1M TpHC-6opa T , coAep^aiUHH ImM 3ATA h 1 mt/a 

SpOMHCTOrO OTHAHSl). 

r^pQAHs nAasMWti p69A pecipHxraaoH EcoRI npoBOAjrr b IOmM Tpnc- 
rHApoxAopHAHOM 6y<t>epe, coAepacameM 10 mM XAopHCiufi Maram, 100 mM 
XAOpHcn-m Ha-rpHft, 1 mM AHraaipeHroA h 100 mkt/ma obmbero 
cuxpmmro aAboyMHHa (6y«Dep BC). K50mkt AHKb o&eMe 200 mka 
npH6aBASDOT 100 eA. pecrpmcrasbi h npoBOAsrr peaKUjno npH 30 rpaA. b 
15_^neHaffle_2_sacoB. KompeAb aa iioahotoh rHApoAHsa BCAyr c noMoiuyo 
3AeKTpo$ope3a b arapcwHOM tcac PeaKiwoHHyio cue*, bhocst b AyHxy 
(2x50 mm) arapoMoro reAa, paAOM c AywcoH aas> o^maeMoro npenapara 
AHK Bbipesawr Aymcy (5x3 mm) aa* Haneceffl« ciWAapro MOAesqrAapHpro 
aeca (AHK *ara a^mGas* raApoAHsOBaHHaa PstI) h npoBOAsr 
20 3AeKipo$ope3 npu HanpasceKo. 5 b/cm b whbs 2-3 nacoB. Hy^yK»o 
noAOcy nepeA aAKJiweii HAem^HiwpyiOT, cpaBHHBaa ee npABKXHOcrv c 
noABH3KHOcn> $parMejm» AHK craKAapraofo nwpoAHaaTa, ^traroBAemwo 
K8K oracaHO Bbniie. HenocpeAcreeHHO nepeA hoaocob ^pamenra AHK 
pasMepoM 1,6 tji.o. Bbipeaaior Ayracy (3x60 mm) h nbM^tuor b any Aymgr. 
25 ABaAH3Byio MeMopany cooraero^omero paaMepa a sanoAHswr ee 6y<pepOM 
TBE. 3AeKTpo$ope3 npoAOAxaior b Teieme eme 10-15 mhh, nocAe iero 
6y$ep H3 AyHKH orfSHpaior, 3KcrparapyK)T oahh pas ^eaoAoM h oahh-abb 
paaa CyraHOAOM, A o6aBA5DOT 1/10 toctb 3M HaTpHfl-anexaTOoro 6y$epa, pH 
53 h -ipn ota OTBHOAa. AHK OTAeAsnoT H empH$yrHpoBaHHeM np H 10000 
30 06/mhh b TeMeme 10 mhh, ocaAOK npoMMBawr stohoaom, i&Kynnmaior b 
BaxyyMe h pacreopsDOT b 100 mka boaw. 

THAP0AH3 10 MKT IIAaaMHAM pUC19, BbWeAeHHe Koropofi 

asaAormHo BbiAeAeHHK) HAasMHAbi p69A, npoBOA*r c noMOujbio 30 eA. 
pecipHxrasbi EcoRI b 50 mka 6y$epa BC b Teweme 2 uacos npH 37 rpaA- 
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Offlcncy ahhchhoh $opMbi nAa3MHAbi npOBOAHT, ksx. ormcaHO Bbinie aah 
$parMeHTa AHK nAa3MHAbi p69A. 

Aah noAy^eHHH nAa3MHAbi, o6o3HaHeHHOH pUC(MF)-2, AHHeHHyio ^opMy 
nAa3MHAbi pUC19 AHrapyioT c $parMeHTOM AHK iiAa3MiiAjbi p69A, HecymHM reH 
5 MFocL Aab aroro o6a ^paraem-a- AHK, OHHcnca KoropLix onncaHa" 
Bbnne, CMenJHBaiar b KOAHHecTBe no 0,1 mkt b 10 mka 70mM tdhc- 
rHApoxAopHAHoro 6y$epa, pH 7,6, coAepacamero 5 mM AjnuorpeHTOA, 5 mM 

XAOpHCTbM MaTHHH, ImM AT<X>. AaH npOBeACHHSI peaKUHH AHTHpOBaHHH 

Ao6aBAsnoT 10 eA. AHK-Anra3bi $ara' T4 h npOBOAsrr HHKy6auHK> b TeneHHe 

10 hohh npn 4 rpaA. 

noAyneHHOH TaxHM o6pa30M Anra3HOH cMecbio TpaHC^opMHpyKyr kactkh 
E.coli. HB101. Aasi sroro kactkh E.coli BbipamHBaiOT b 100 ma cpeAbi 
LB npH 37 rpaA. h hhtchchbhom n epeM eiUHB amm ao aocthjkchhh 
oirraHecKOH daothocth npH 600 hm 0,4-0,5. KyABTypy oXAaaKAaiOT Ha 

15 AbAy, ueHTpH$yrapyiOT npn 3000 o6/mhh b revenue 10 mhh npn 0 rpaA, 
pecycneHAHpyioT b 50 ma 0,1M XAOpHcroro KaAtmw, KHKyDHpyioT Ha 
AeAHHOH 6aHe 40 mhh, noeropHO neHTpH$yrHpyiOT npH Tex »ce ycAOBHHX, 
cycneHAHpyiOT b 5 ma pacreopa XAOpHcroro KaAbmra, Ao6aBAsnoT rAnnepHH 
AO 20 upon.. IIoAyHeHHbie TaKHM o6pa30M KOMnereHTHbie kactkh 

20 paapacoBbmaiOT aAHKBOTaMH no 200 mka h xpaHsrr 3aMopo2KeHHbiMH npH -70 
rpaA- ao HcnoAb30BaHHH.. Aah TpaHcQKDpManHH KOMnereHTHbie kactkh 
E.coli pa3MOpaacHBaioT b acahhoh 6aHe, Ao6aBA5DOT k cycneH3HH kactok 
CMecb npOAyKTOB Anra3H0H peaKUHH h npOBOAsrr HmcySamco b acahhoh 
6aHe b TeneHHe 40 mhh. AaA.ee kactkh noABepraror t enAOB 0My uioKy b 

25 TeneHHe 2 mhh npH 42 rpaA, nocAe nero HHKySHpyioT bI^ma cpeAjbi LB 
npn 37 rpaA. b TeneHHe 1 naca. CycneHsmo kactok KOHneHTpHpyiOT 
ueHTpH^yrHpoBaHHeM npH 3000 o6/mhh b rename 10 mhh h pacTHpaKrr no 
noBepxHocTH HanncH c toh xe nHTaTeAbHOH cpCAOH, coAepxcameH 2 npon. 
arapa h 50 mt/a aMnHUHAAHHa. 

30 H3 noAyneHHbix BbnneonHcaHHMM o6pa30M OTAeAbHbK kaohob 

TpaHc^opMaHTOB BbiAeAHKDT nAa3MHAHyK) AHK MeTOAOM, aHaAorHHHbiM MeroAy „ 

BblAeAeHHH nAa3MHAbI p69A, C TCM OTAHHHeM, HTO BbipauiHBaHHe KACTOK 

E.coli BeAyr b 10 ma nHTaTeAbHOH cpeAbi h Bee oobeMbi pacTBopoB ? 
cooTBeTCTBeHHO yMeHbiiiaioT b 50 pa3 no cpaBHeHHio c yKa3aHHbiMH. KpOMe 
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Toro, BMeero nocAeAHen cteakh o^hctkh (uempH^yrnpoBaHHsi b pamope 
XAopHcroro ueara) HcnoAbsyioT o6pa6orKy nanKpeannecKOH PHKsoii. Aas 
3Toro oceaok HyKAeHHOBbix khcaot, noAyneHHfera npn oca^cAeHHH 
HaonponaHOAOM, paciBopsoor b 100 mka 6yd>epa aa* ptcrpmmm b 

5 o6pa6an>maiOT 10 mka pacrsopa PHKaabi (1 mt/ma) b renege 30 mhh npn 
37 rpaA. TaKOH npenapaT HcnoAbsyrar aa* pecrpcoiHOHHoro aHaAHsa 
crpoeHH* nAaaMHA b HHAHBHAyaAbHbK KAonax. B CAynae nAasMHAbi pUC(MF> 
2 anaAHs npoBOA^r CAeAyioiUHM o6pa30M. K nopiWHM no 3 mka npenapara 
HAaaMHAbi Ao6aBAHiOT no 7 mka oy<J>epa BC h A aAee or A eAbHbie nopmm 

10 o6pa6arbiBaiOT cAeAywiUHMH komShhsiihsimh pecrpHKUH^i&ix SHAOHyKAeas (no 
10 eA.): Sall+HindlH (ncKOMaa nAa3MHAa AaeT tpparMeirrbi -1,1, 0,5 
tji.o.) h EcoRI (^parMeHT 1,6 tji.o.). Hs oroopaHHoro thkhm oGpasoM 
Tpanc^opMaHTHoro KAona, co A ep*amero nAaaMHAy P UC(MF)-2, npenaparoBHO 
BbiAeAsnor nAasMHAHyio AHK, ksuc onncaHO aas nAasMHAbi p69A. 

1 5 C iieAbio noAyqeHHH nAasMHAbi pAC313 nAasMHAHyio AHK pUC(MF)-2 (50 
mkt) rHApoAHsyiOT CMecwo ( no 100 eA.) pecTpHKras Sal! h HindlH b 
100 mka 6y$epa BC b TeneHne 3 MacoB npH 37 rpaA. <J>parMeirr AHK 
pasMepoM 1,1 tji.o oHHinaiOT aAeKTpo^opesoM b arapo3HOM reAe, KaK 
onncaHO Bbmie. TeMH xe MeroAaMH npenapaTHBHO onnmaioT BeKTopHbM Sall- 

20- Hindm ^parMeHT nAa3MHAbi pJDB207. AHTHpya ABa 3THX ^parMenra, 

npOBOAS TpaHC$0 P MamOO KACTOK Exoll H pecrpHKUHOHHfalH aH3AH3 

Tpanc^K)pMaHTHbix kaohob pecrpHKTasaMH Sall+Hindm, BamHI+Hindm, 
OT6npaK)T kaoh, coAepxaunw nAa3MHAy pAC313. . 
C ueABio nOAyHemw iiAa3MHAbi pAC313-l, nAWMHAHyio AHK pUC(MF)-2 (50 

25 mkt) FHApoAHayioT 100 eA. pecTpHKTa3bi Eco47I b 100 mka 6y<J>epa BC b 
reqeHHe 3 nacoB npn 37 rpaA. AaAee k pacreopy AHK AoSaBAsnoT 100 mka 
100 mM TpHC-rHApoxAopHAHoro 6y<pepa pH 7,4, coAepxamero 50 mM 
xAopncrbiH MarHHH, h Bee Herwpe Ae30KCHHyKAeo3P! A TpHtpo , K3)aTa (aAT^, 
aJT0>, aTTO, aXXTO) b KOHueHTpauHH 1 mM h 20 eA. "KAeHOBCKorb" 

30 ^parMeHTa AHK-noAHMepasbi I. nocAe HHKyoanHH b renege naca npH 
KOMHaTOOH TeMneparype, AHK-noAHMepasy HHaKTHBHpyKrr HarpeBanHeM^ npn 
65 rpaA- b TeneHHe 10 mhh, nocAe nero npoBOAsrr rHApoXHs nAasMHAHOH 
AHK 100 eA. pecrpmcrasbi HindlH b TeMeHHe 2 ^acos npn 37 rpaA. Hs 
nOAy^eHHOro rHApoAHsaxa OparMenr AHK paaMepoM 0,51 tji.o o^nmaiOT 
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3Aeicrpo$ope30M b arapo3H0M reAe, kzk orracaHO Bbmie. Tcmh xe MeroAaMH 
noAy^aror h npenapaxHBHO onnmaiOT BexTopHbiH Smal-Hindm cpparMeHT 
nAa3MHAjbi pAC313. AHrapys ABa 3TKX ^parMeHTa, itooboasi TpaHc$opManmo 

KAeTOK E.COli H peCipHKIWOHHblH aHaAH3 TpaHOflOpMaHTHblX KAOHOB 

5 pecrpHKTa3aMH Sall+Hindm, BamHI+PstI, OT6HpaioT kaoh, coAepxaniHH 
nAa3MHAy pAC313-L 

IlAa3MHAHBIH B€KTOp pAC137 KOHCTpyHpyiOT C JTpHMCHeHHeM 

BbnueonHcaHHBK mctoaob no CAeAyromeii cxeMe: H3 nAa3MHABi pVY18, 
rHAp0AH30BaHH0H pecrpHKTa30H BamHI, BbiAeAsnoT 0,6 tji.0. (JjparaeHT 

10 AHK, KoropuH AonoAHHTCAbHO noABepraiOT rHApOAH3y 3HAOHyKAea30H Sau3A 
h H3 noAyqeHHoro rnApoAH3aTa OHumaiOT ^parweHT pa3MepoM 0,35 tji.o. 
3tot Q)parMeHT AHrapyiOT c AHHeapH30BaHHon pecrpnKTa30H BamHI 
nAa3MHA0H pAC313-l h nocAe TpaHC^opMaimn OTOHpaiOT no AaHHMM 
pecTpHKunoHHoro aHaAjraa (BamHI +HindHI, Eco47III +HindIII) kaoh, 

15 HecymnH nAa3MHAy pAC137. 

OpameHT AHK, coAepacamnn KOAHpyioiiryio nacrb rena HHxepAeHKHHa-2 

BblAeASDOT H3 rHAp0AH30BaHH0H p6CTpHKTa30H CfrBI nAa3MHABI pAA 12.13- 

23 h npoBOAJST o6pa6oTKy onmneHHoro ^parMeirra (1 mkt) 3 eA. 
"KAeHOBCKoro" ^parMeHTa AHK-noAHMep asi>i I. Taxon JKe o6pa6oTKe 
20 noABepraiOT OHnmeHHyio AHHeimyio <|>opMy BCKTopa pAC137, 
rHApoAH30BaHHoro 33HAOHyxAea30H Hindlll. Anrapya 3th ABa ^paraeHTa 
AHK h itooboasi rpaHC^opMamno 6aicrepnH, crrOHpaiOT no AanHbiM 
pecrpHKunoHHoro aHaAH3a (Sall+Xbal, $paraeHT 1 tji.o.) kaoh, 
HecyuiHH jiAa3MHAy pACIL, b kotodoh ^pameHT reHa HHTep achkhh a-2 

25 HaXOAHTCH B npaBHABHOH OpHeHTaUHH OTHOCHTCALHO npoMOTopa. 

C neAbio noAy^eHHsi oKoiraaTeAbHOH KOHcrpyKnHH - nAa3MHAHoro 
Beicropa 3KcnpeccnH pJDB(ALPHOIL) - itooboasit oaji OBp eM chh oe 
AHTHpoBaHHe Tpex oHHmeHHbix (pparMCHTOB AHK: 1 tji.o. Sall-Xbal 
cpparaeHTa nAasMHABi pACDL, 0,9 tji.o. Xbal-Hindm (JroaraeHTa nAa3MHABi 
30 pMSIL, h BCKTopHoro Sall-HindHI ^pameHTa nAa3MHAbi pJDB207, 
pa3MepOM 63 tji.0. CrpoeHHe iL\a3MHAt>i pJDB(ALPHOIL) ($ht. 1) 
noATBepxAaror pecrpHKUH onHfaiM aHaAH30M, HcnoAb3yH pecTpHKTa3bi EcoRI, 
Sail, BamHI h Xbal, a Taxxe hx nonapHbie KOM6imanHH. 

AaAee itooboaht TpaHO^pMauHio BexropoM 3KcnpeccnH pJDB(ALPHOIL) 
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A pOX3KeBbIX KACTOK, x TTO KAAJOCTpHpyeTCH CAe^IOIUHM npHMCpOM. 

IIpHMep 2. 

5 C ueAbio noAyneHH* mraMMa Apoxxeii Saccharomyces- cerevisiae, 
CHHreaHpyiomero h ceKpeTHpyiOiuero HHTepAeHKHH-2 HeAOBeica, .kactkk 
AposaceH mraMMa GRF18 TpaHO|>opMHpyiOT nAasMHAOH pJDB(ALPHOIL) 
CAeAyioumM oopasoM: ApoaoKeBOH urraMM-peuHnHeHT BbipaiUHBaKrr Ha cpeAe 
YEPD (2 npou. neirrona, 1 npou. AposoKeBoro sKcrpaKra, 2 iipou. 

10 rAK)K03bi) ao AoencKeHHa KyAbiypoH oimwecKOH nAOTHocra npn 600 
HaHOMeTpax - 2-4. Kactkh ABaxAbi npoMbraaioT boaoh h oahh pas 0,1M 
HarpHH-mnpaTHbiM 6y$epoM, co A ep*camHM 1M co P 6ht, cycneHAHpyiOT b tom 
ace 6y<|>epe h o6pa6aTbroaioT cnanaAa 150 mka MepKairroOTaHOAa b re^e 
15 mhh. npH 30 rpaAycax, a sareM 150 mka rAKHeypoHHAasbi b TeneHHe 30- 

15 60 mhhjidh toh xe TeMneparype. noAyneHHbie raxnM o6pa30M cOepoiiAacrrbi 
ipiocAbi npoMbmaior OAHOMOAHpHbiM cop&rrOM, cycneHAHpyiOT b 0,01M tdhcHCL 
6y0>epe coAepxameM 0,01M XAopHcroro Kahuna h 1M cop6irra, h npcAe 
AoeaaAemw 10 mkt AHK nAaaMHAbi pJDB(ALPHOEL) HHKyonpyioT 30 mhh. npn 
KOMHaTHOH TeMneparype. 3areM k cycneroHH kactok AoSaBAsnoT 44 

20 npoueHTHbiH paciBop noAH3THAeHTAHKOAsi 4000 (Serva, OPr), BbiAep*HBaioT 
ee 30 mhh. npn 30 rpaA. saxeM 2 mhh. npn 42 rpaA- h BbiceBaiOT 
rAyGHHHbiM nocesoM Ha cpe A y SChis (0,67 npou. Yeast nitrogen base 
("Difco"), 2 npou. tajokosh , 50 mt/a rHcmAHHa), coAepacauiyiO 1 
rrpoueHT arapa. 

25 C ueAbio aHaAHaa npoAyKUHH KAerKaMH TpaHC^opMairroB HHTepAeHKHHa-2 
hx BbipamHBaKyr na cpeAe IIEn (2 npou. neirroHa, 2 npou,; rAK*03bj) ao 
AocnoceHHH crauHOHapHOH $a3bi pocra, h otacasbot KAencH 
ueHTpH^yrHpoBaHHeM npH 5000 o6/mhh b reneHHe 10 mhh, B cynepnaTaHre 
onpeAeAOOT coAep^arae HHrepAeHKHHa-2 HMMyHO^pMeHTHbiM MetOAOM. 

30 C UeAbJO aHaAHSa npOAyKUHH HHTepAeHKHHa-2 HMMyHO^MeHTKblM 

MeroAOM TecrnpyeMbie npo6bi pasBOAsrr b coorHOiiieHHHx or 15 ao 1:100 
50mM 6HKap6oHaTHbiM 6y^epoM (pH 9,5), noMemaior b AyHKH nAacTHK OBbix 
nAaT aah HMMyHCMpepMeHTHoro aHaAHsa. Ha Ty xe riAary noMeiuaioT p*A 
paseeAeHHH OHHiueHHoro HHrepAeHKHHa-2 (b AHanasoHe 2-100 ht). AaAee 
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AaroT Epo6aM BbicoxHyrb b TC^eHHe hohh npH KOMHaTHOH TCMnepaType. 
IIocAe GAOKHpoBKH HenpopearHpoBaBinHx peaiamoHHbix cairroB nAaxbi 
HHxySauHeH c oAHonpoueHTHbiM pacrBOpOM Gbrabero cbmopOTOHHoro 
aAb6yMHHa npa 37 rpaA. b TeneHHe 30 mhh. h npoMbmKH 6y$epOM PBS, b 

5 AyHKH A06aBA5DOT paCTBOp MOHOKAOHaAbHblX MbHUHKblX aHTHTCA K 

HHTepAeHKHHy-2 MKAT-266-12 (noAyneHHbix b BeAopyccKOM HHH 
reMaTOAOTHH h nepeAHBaHHH kpobh) (no 2 mkt na AyHKy), a 3aTeM, 
nocAe eme oahoh npoMbiBKH, pa3BeAeHHbiH 1200 KOHbioraT 
BHAOcneuH$HHecKHx aHTHTCA, cneuH<J>HHHfc>ix k MbmiHHbiM raMMa-rAo6yAHHaM H 

10 nepOKOTAa3bi ($HpMbi "Sigma"). IIocAe HHKy6annH c^opMHpoBaHHbix TaKHM 
o6pa30M KOMHAeKOB c cy6crpaTHbrM pacrBOpOM (0,0003 npou. nepeKHCb 
BOAopoAa, 4 mt/ma opTO-$eHHAeHAHaMHHa b 0.1 M HaTpHif-aueraTHOM 
6y$epe pH 4,6) h ocraHOBKH peaiapffl AoGaBAeHHeM paBHoro ooteMa 2M 
cepHOH KHCAOTbi, H3Mepsncrr orrrHqecKyio riAOTHOCTb npn 486 hm. 

15 KoHueHTpauHK) HHTepAeHKima-2 b aHaAH3HpyeMbix npoSax onpeAeAsnor 
cpaBHHBaa BCAHHHHy norAomeHHH b onbiTHbix o6pa3uax c noAyneHHOH b tom 

3Ke OHblTC KaAH6pOBOHHOH KpHBOH. 

CorAacHO noAyneHHbiM TaKHM o6pa30M AaHHbiM, kactkh ApoxxeH urraMMa 
GRF18, TpaHc^opMHpOBaHHbie nAa3MHA0H pJDB(ALPHOIL) ceKperHpyioT b 
20 KyAbTypaAbHyio cpeAy npHMepHO 1 mt HHTeepAeHKHHa-2 Ha Ainp AposcKesoH 
KyAbTypbi. B KyAbrypaAbHOH cpeAe KOHTpoAbHoro urraMMa ApoaoKen (iirraMM 
GRF18, TpaHc^>opMHpoBaHHbiH HAa3MHAOH pJDB207) no AaHHbiM 3Toro Tecra 

6CAKH, HMMyHOAOTHHeCKH pOACrBCHHbie HHTCpAeHKHHy-2, He 

ooHapyjKHBaiOTCH. 

25 CraSHAbHOCTb ypoBHH npoAyKHHH HHTepAeHKHHa-2 urraMMOM GRF-18- 
pJDB(ALPHOIL) npoBepjnoT CAeAyiomnM o6pa30M. Caexyio koaohhk) 
TpaHc^opMaHTa 3aceBaror b 100 ma cpeAbi SChis (npn pocre Ha stoh cpeAe 
npoAyKHHH HHTepAeHKHHa-2 penpeccnpOBaHa BbicoKOH KOHueHTpauHeH 
HeopraHHHecKoro <|K)c$aTa) h BbipamHBaioT ao aocthjkchhh craimOHapHOH 

30 $a3bi pocra. H3 TaKOH KyAbTypbi 1 ma 3aceBaiOT b 100 ma CBe^cen cpeAbi SC 
c rHCTHAHHOM h BbipaiuHBaioT ao cTauHOHapHOH $a3bi pocra. TaKHM o6pa30M 
npOBOAHT eme Herbipe nocAeAOBaTCAbHbix nepecesa. AaAee ApoacKeBbie 
KAeTKH H3 10 ma KaacAOH KyAbTypbi otacasdot ueHTpH cpyrap 0 B EIHH CM H 
3aceBai0T b 100 ma cpeAbi IIEII (npn pocre Ha 3toh cpeAe itoohcxoaht 
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.epenpeccHS cwresa HHrepAeHKHHa-2). Hpn HMMyHO^pMenrHOM nunc 

wLroUWM* CpeA nOCAe BBipaiUHBaHHS XAeTOK pa3A™ nOKOAeHHH 

bcxoahoh xyAHWU He oeHapy^erca pasAH^fi B ypoBHe c™ 
HHrepAefcoma-2. TaKHM o6pa30M, hcxoahwh ypoBea, npoAJKum rroro 
; geAKa urraMMOM GRF-18-pJDB(ALPH01L) cmpanaerca » npcnsaceHHH, no 

KpaflHefi Mepe, 20 reHepaiBM. 

BHOAOnwecKas. awnBHOcn, cwresHpoBaHHoro " ceKpenipoBaHHoro 

urraMMOM GRF-18-pJDB(ALPHOE.) noAnnerrmAa, .SMepeHHaa no craHAapTHOH 

MeroAWce c HcnoA^OBanneM kactohhoh ahhhh . CTLL, iio othoui^hto k 
10 Me^yHapoAHOMy craHAapry, cocraBHAa BeAHHHHy nopaAxa 10 mah. ME/mt 

o^meHHoro OeAKa, <*ro npaxTweacH paBHO yAeAWOH amiBHOcn. 

npHpoAHOro HHTepAeHKHHa-2. . _ 

CvMMHpys BtnnecKaaaHHoe, mo*ho aaXAKWKra, w> noAyMeHHbm nrraMM 

AP oLceH Saccbaromyces cerevisiae GRF18-pJDB(ALPH01L) aw * 
B^Kpenipyer b KyAKiypaAbHyio cpeAy BHTepAeHKHH-2 neAOBCKa Ha ypoBHe 

okoao 1 mf/a, nrraMM Moxer craoHAbHO noAAepxHBa-rw* na cpeAax, 

ooecneMHB^mnx penpecono cHHreaa wrrepAeftKHHa-2. CeKpenipyeMbiH am*. 

urraMMOM BHrepAeHKHH-2 HMeer feoAonweccyio a™ocra Cah^ k 

aKTTOHOcra npHpoAHoro HHTepAeftKHHa-2. „^ tm *m\ 
20 IIIxaMM Apo-en Saccbaromyces cerevisiae GRF18-pJDB(ALPHOIL) 

-npoAynem- neAOiKwecKoro HHTeppAeincHHa-2 • AenorapoBa* bo 

BceC OI 03H08 KOAAeKUHH npOMBUUAeHHWS MHkpOOpraHH3MOB n«A HOMepOM 

BKnM-Y1038. 
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<£OPMyAA H30EPETEHHH. 

1. MeroA noAy^eHH5i noAHnerrraAa c aianBHOcrbK) HHTepAeHKHHa-2 
5 qeAOBeica, ceKpernpyeMoro KACTKaMH ApoaaceH Saccharomyces cerevisiae, 

C nOMOmblO KOHCTpyKOHH peKOM6HHaHTHOH AHK, B KOTOpbK 

U oc a e a obst e AbHOcra AHK, KOAHpyiomHe CAHTbiH noAHnenrnA npenponenTHAa 
«-^>aicropa h mrrepAeHKHHa-2 neAOBexa, nocraBAeHbi toa KompoAb 
ra6pHAKoro npoMoropa. 

10 

2. MeroA corAacHO nymcry 1, b kotopom ynoMsmyrbiH rn6pHAHfeM 
npoMOTOp coctoht H3 <J)parM CHTOB peryAHpyeMoro ApoxoKeBoro npoMoropa h 
npoMoropa rena MFal. 

. 15 3. -^MeTOA-CorAacHO nyKKry 2,- b kotopom ynoMsmyTbiH peryAHpyeMtra 

npOMcrrop smAsercH npoMoropoM rena PHOS. 



20 



25 



4. Mctoa corAacHO nymcry 3, b kotopom b doah raSpHAHoro 
npoMoropa HcnoABsyerca npOMorop nAa3MHABi pAC137. 

5. Mctoa corAacHO nynoy 3, b kotopom nnSpRAHbiH npoMOTOp 
CKOHcrpyHposaH CAHscmeM 0.45 tji.o. BamHI-Eco47ill $parMeHra 
npoMOTopa PH05 h 038 tji.o. BspRI-HindlH OparMeirra reHa MFal, 
BKAKwaiomero nacre npoMOTopa h KOAHpyiomeH o6AacrH 3Toro reHa. 

6. Mctoa corAacHO nymcry 1, b kotodom ynoMsmyroH peKOMGHHaHTHOH 
KOHcrpyiameH hbasictcsi iiAasMHAa pJDB(ALPHOIL). 



7. Mctoa yAynmeHHsi npoAyKTHBRocra k cra6nAbbH0CTH inraMMOB 

30 rrpOAyneHTOB reTCpOAorHHHBix ocakob b Apo^GKax 3a chct HcnoAK30BaHH5i 
ra6pHAHbix npoMoropOB corAacHO nyHicraM 3, 4, 5. 

8. PexoMSHHaHTHasi nAa3MHAa pJDB(ALPHOIL). 
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9. IIIthmm ApoacKeii Saccharomyces cerevisiae GRF18-pJDB(ALPHOIL), 

A enOHHpOBaHHbIH BO BceC0K)3H0H KOAAeKUHH npOMbllllAeHHblX MHKp00praHH3M0B 

noA HOMepoM BKITM-Y1038. 
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* Oco6wo KaToropHM ccu/somhwx aokymohtos 

A* AOHyueHT, onpeAe/iwomnA c6uihA ypoeeHb iex- 
* mmkm, HOTopyfl He muc-bt KawGoAeo 6/itisrtoro 
-oiHOujOMiin k np©AM0T/ r.DMCrta. 

,E* (Sonoo pwHMfl naTOHTHuA AOKyuoHT, Ho onyd/.H- 
noaaiiMuri na AfiTy mo>k A.y na po ahom noaaMH hah 
nocAO nao. 

.1." AO"y unHT < noflDepraromxii comhbhho np^Tnaa- 

HHO(n) HS npMOPMTST, \*JM KOTOPUH nCMUOAHTCfl 

c ua/.v-o ycTanoBAGHMH ;:r.Thi nyGAMKauitw AP/'O •* 
ro ccy/io»«Moro ACKywr-n^, a laKHto » ADyfnx 
ye^nx (i^K ynaaano). 

,0* flOKl'wfHT, OTHOCfltUi'Aca K yCTHOMy paCKpJTHO, 

nvniMa»rt'H«'3, DWCTaDKH a t. a. 

,P* aokvm«??it, cnyfi/iMKCP w* jft ao Aarw ucmny><ip 

PMirji r.oAaMK, H-» u j'KVTJi ;!.U!-.*rj;:i»uc~ £ 



6oAce noaAHMfl AOKyMSHT, onyC/WKOBaHMUM 

no one Aaiw MSWAynapoAHOH r.OA&iM h/m 
Astu npHopMTeTa h h© nopo^atUMH saaciKy, ho 

npHB6A©HHUH A'lR nOHHMaHHfl flpMHUHna _ mam tgo- 

pun, Ma KOTOpwx ocHOBwaaoTCH MaoOpereMrie. 

AOKyMCiHT, HM6K3U1H>1 mY&OnQQ <SjlH3KO0 OTH3UK5- 

hho rt npoAMQty r-OHCKa*. ■aaAB/iBHHos h305pot*mh^ 

K9 OO^U1A&8T. . HOOM3HOM H H3o6p0iarQ/!bCKHU 

ypo3neu. 

AOKyweHT, mmbkjujkA HanGo/io© <5fln3KO© otkoiuo- 

HiiQ K npOAMOTy RIHCKa: AOKyiiOHT 6 COMOTawv*-' 
C OAHrIM M/»H H0CKO*lfc HHMH noaOOHWWM AOKJ U3H- 
TTftW.1 r.OpOMHT MSCuDSl HT6 AbCKH't ypOB"5-» 
flfttiHOrO K30Cp07.>HMB, T8KO« COMftTaHH* AO/lMHO 

{JwTb 0S-88HAHO AAA Auiia, oOAaAaciuoro n03H3« 

HK7WH B A3HHOM 06/»aCTH T6XHMKH. 

AOKVUOHT, nOflS-OlUHACfl MflQHOU oAHoro H Tpf c 

wo natOHTHoro ccwoScTna. 



■ - n — — - - - — — - - - 

/",ai.i Ai-'i'tcirifio/ibHoro 3."ibi.;.uj*iHKn Ko/KAyH"poA :, * r( j 
itoitcxa . 
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''WTiraa 1990 (06.07.90) 


MpMiAyuiKjOAMMit noHCKOourf opraH 

ISA/SU 
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«J)cpua PCT/JSA/9J0 (Biopofl jihci) («hik»!H« l!W5r. 
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□ BLACK BORDERS 

□ IMAGE CUT OFF AT TOP, BOTTOM OR SIDES 

□ FADED TEXT OR DRAWING 

□ BLURRED OR ILLEGIBLE TEXT OR DRAWING 

□ SKEWED/SLANTED IMAGES 

□ COLOR OR BLACK AND WHITE PHOTOGRAPHS 

□ GRAY SCALE DOCUMENTS 



El LINES OR MARKS ON ORIGINAL DOCUMENT 

□ REFERENCE(S) OR EXHIBIT(S) SUBMITTED ARE POOR QUALITY 

□ OTHER: . = 

IMAGES ARE BEST AVAILABLE COPY. 
As rescanning these documents will not correct the image 
problems checked, please do not report these problems to 
the IFW Image Problem Mailbox. 
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